A new macrolide antibiotic, PC-766B, was isolated from the cells of Nocardia brasiliensis SC-4710 by acetone extraction, and purified by gel filtration, silica gel chromatography, HPLCand TLC. The structure of PC-766Bwas determined by NMR spectral analysis to be a new class of the hygrolidin family antibiotics.
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The more polar band with Rf 0.1 was also scraped from the plate, and applied to a column of silica gel 60 (E. Merck). The column was eluted with chloroform -methanol -water (6 : 4 : 1). The anthrone positive fractions were concentrated under reduced pressure and recrystallized from acetone to give 1 1 mg of colorless amorphous powder of a sugar (3).
Stability Test
To a solution of 1 (10mg) in ethyl acetate (1 ml), antioxidant agents (1~5fig) in acetone (1 ml) were added, and the mixture was distributed in 0.2ml volumes into 2ml Teflon-lined screw-cap vials. After evaporation under reduced pressure, the vials were sealed and incubated in the dark at -18, 4 or 27°C. The titer of 1 was determined by reversed-phase HPLC.
Results and Discussion

Isolation
The fermentation broth (10 liters) of strain SC-4710 cultured in a 30-liter jar fermentor at 27°C for 10 days as described1* was adjusted to pH 7.0 with 6n HC1, and centrifuged at 20,000rpm at 4°C. Since most of 1 produced was cell bound1}, the supernatant was discarded; the cell cake was extracted three times with 3 liters each of acetone. The acetone extract (9 liters) was concentrated under reduced pressure, and the aqueous solution was extracted with 2 liters of ethyl acetate. The extract was washedwith water and concentrated to dryness under reduced pressure. This oily material was washed with «-hexane, dissolved in chloroform-2-propanol (1 : 1), and put on a column of Sephadex LH-20 (Pharmacia). The column was eluted with chloroform-2-propanol (1 : 1). Active fractions were combined, concentrated under reduced pressure, and dissolved in chloroform. The chloroform solution was applied to a column of silica gel. The column was washed with chloroform, and then eluted with chloroform -2-propanol (95 : 5). Active fractions were combined, and concentrated to dryness under reduced pressure. About 1.2 g of curde 1 thus obtained was dissolved in 30ml of toluene, and injected into HPLC(Waters PrepLC System 500 equipped with two PrepPAK Silica cartridges). The elution was performed with toluene -ethyl acetate (60:40) . The eluate fractions were checked for purity by reversed-phase HPLC.Further purification was done by using TLC. The antibiotic was applied to a plate of silica gel TLC (E. Merck Silica Gel 60 F254, 2mmthickness), and developed with toluene-ethyl acetate (1 :4). The band of Rf 0.23 was scraped off, and extracted with ethyl acetate. The extract was concentrated under reduced pressure giving a colorless powder of pure 1 (310mg).
Physico-chemical Properties
The physico-chemical properties of 1 are summarized in Table 1 . The antibiotic gave a single peak on reversed-phase HPLCcolumn and a single band on silica gel TLC. The molecular formula of 1 was determined to be C43H68O12 on the basis of mass and NMRspectra and elemental analysis. The UV spectrum of 1 measured in 2-propanol showed absorption maxima at 228, 235 (sh), 247
(sh) and 285nm. The antiobiotic was soluble in chloroform, benzene, toluene, ethyl acetate, acetone and lower alcohols but insoluble in «-hexane and water. It gave positive color reaction to anisaldehyde-sulfuric acid, but negative to ninhydrin, ferric chloride, and Erhlich and Dragendorff reagents.
Structure Elucidation The UVabsorption maxima (228, 285nm) of 1 indicated the presence of an acyclic conjugated diene and an a,/?,y,(5-unsaturated ester functionality. The IR spectrum of 1 (Fig. 1) was very similar to that ofconcanamycin C3), which is an 18-membered macrolide antibiotic isolated from Streptomyces diastatochromogenes, suggesting that there is a structural resemblance between the two compounds. As shown in Table 2 , 13C NMRspectrum of 1 indicated 43 carbons; 9 C-methyl carbons, 3 methylene carbons, 5 methine carbons, 2 methoxy carbons, 9 oxymethine carbons, an acetal and a ketal carbons (Sc 96.7 and 99.7), 12 olefinic carbons and an ester carbon. Therefore, the number of carbon atoms of 1 was two less than that of concanamycin C (à¬4511740!3). Treatment of 1 with 0.03 n NaOHin methanol under conditions similar to those used for concanamycin C4) gave two products; an aglycone (2) and a sugar (3). The XHNMRspectrum of 2 indicated ll olefinic protons, a methylene proton, 10 methine protons, 8 methyl groups, 2 methoxy groups and 3 hydroxyl protons. The assignments of these proton signals were carried out by 1H-1HCOSYand spin decoupling experiments. The results are summarized in Table 3 . 2 had the same 16-memberedmacrolide ring as a Chemical shifts are given in ppm downfield of internal TMS.Coupling constants (/=Hz) are in parentheses. bafilomycins5).
Two olefinic methine signals at 3-H (SH 6.57) and 5-H (<5H 5.69) and three olefinic methine signals at ll-H (3H 5.74), 12-H (<5H 6.41) and 13-H (3H 5.ll) were assigned to an a,/?,y,c)-unsaturated ester and a conjugated diene of the 1 6-memberedmacrolide ring, respectively. Four other olefinic methine signals at 24-H (8H 5.45), 25-H (<SH 6.13), 26-H (<5H 6.00) and 27-H (3H 5.70) were assigned to an isolated conjugated diene attached to the 6-membered hemiketal ring of 1. The configurations of these double bonds were deduced as all E from the large coupling constants between 12-H and 13-H å (/= 15.2Hz), 24-H and 25-H 0; 77.7 and 77.1; 72.7 and 71.1; 68.8 and 68.5; 40.6 and 38.4; 17.8: [a] £°+56.3°(c 0.73, acetone). This sugar moiety was identical to that ofconcanamycin C. The chemical shifts of 21-H (3H 3.72) and C-21 (3C 76.1) in 1 indicated the connectivity of the sugar in 1 as an O-glycoside linkage between C-21 and C-l'. The stereo configuration of the sugar moiety in 1 was determined to be /?-anomer from its proton resonances which were almost identical to those of the /?-anomer of 3. Based on these results, the structure of PC-766B was determined as 1 (Fig. 2) . Therefore, PC-766B, which was first reported in 19877), is a new class of the hygrolidin family. Recently, a related compound HS-6 has been isolated from Nocardia otitidiscaviarum by Mikami et ai8).
Chemical Stability of PC-766B and Stabilizing Effect of Antioxidant Agents PC-766B (1) proved to be unstable in the atmosphere (Fig. 3) . Even at low temperatures, a gradual decomposition was observed. To prevent the decomposition during the storagte of 1, various additives were tested for their stabilizing effects. Some antioxidant agents were found to prevent the decomposition of 1 at concentrations of0.01~0.05% (Fig. 4) . DL-a-Tocopherol (vitamin E) was found to be the most effective. In the presence of 0.02% DL-a-tocopherol, 1 could be stored with no decomposition for 30 days at 4°C, and for 12 months at -18°C (data not shown). The fact that 1 was remarkably stabilized by DL-a-tocopherol suggests that 1 is sensitive to the air oxidation. Deeg et al.9 ) have reported in a study on chemical modifications of bafilomycins that they were unable to isolate some derivatives of bafilomycins owing to their instability.
Our finding should help in the preparation of derivatives of this type and may contribute to the study of their structure-activity relationships. Fig. 3 . Stability of PC-766B (1) incubated at -18°C (å ), 4°C (à") and 27°C (A). 
